Summary
The recent structure of a binary complex between Escherichia coli apoGAPDH and G3P, in 101 which the C 3 -phosphate group of the substrate is bound in the so-called "new Pi site", also 102 supports this hypothesis (17). In the present study, the crystal structures of two mutant Overexpression and purification of C149S mutant GAPDH were carried out by a similar 118 procedure as described earlier (18 O'Q', by using the crystallographic 2-fold axis. In the tetramer A, the crystallographic axis is clearly revealed a peak of electronic density corresponding to the substrate D-G3P (Fig. 4 ).
269
The substrate adopts the same conformation in both structures and shares almost the same 270 interactions with the enzyme (Table 2) . It is bound in a non covalent way, its C 3 -phosphate 271 being positioned within the Ps site (Fig. 5) proposed that an interaction between the O 2 atom (Fig. 4) and the NH group of C149 would 349 explain this stereoselectivity. In our complexes, the side chain of S148 forms a hydrogen bond 350 with the amide group of T151, excluding any contribution of S148 to the stereoselectivity of (table 2) . This is consistent with the role postulated for H176 in the 363 stabilisation of the substrate (3) (Fig. 1) complex with a substrate analogue, glycidol-3-phosphate (7), as well as the structure of E. In previous kinetic studies (15,16), changing Ps-site residues was shown to strongly decrease 400 the k cat while that of Pi-site residues led to moderate k cat effects. In all mutant GAPDHs, the The symmetry operators (-x, y, 1-z) and (2-x, y, 1-z) were used to generate tetramer A, and 554 tetramer B respectively. In this stereoview, the 2-fold crystallographic axis is vertical and 555 corresponds to the P axis for the tetramer A and to the R axis for the tetramer B. between brackets refer to the outermost resolution shell. 578  579  580  581  582  583  584  585  586  587  588  589  590  591  592  593  594  595  596  597  598  599  600  601  602  603  604  605  606  607  608  609  610  611  612  613  614  615  616  617  618  619  620  621  622  623  624  625  626  627  628  629  630  631  632  633  634  635  636 Figure 1 
